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fit fflT 9-12-502 Hyogo (JP). SH@?P^ (YOSHIZAKI, 
Kazuyuki) [JP/JP]; t 659-0042 ^Jt!ft^Mrfi^fflT3-8-4 
Hyogo (JP). m*Mlk (NISHIMOTO, Norihiro) [JP/JP]; 
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N # (SHIMAOKA, Shin) [JP/JP]. ;ltft3f S (KITA- 
MURA, Hidetomo) [JP/JP]. }2*IEiI (SUGIMOTO, 



Masamichi) [JP/JP]. (AKAMATSU, Kenichi) 

[JP/JP]; T 412-8513 » H HffllJ^li rfTKlFI 1 T S 135* 
*6 *^SlllH*iC^±rt Shizuoka(JP). 

(74) ft II A: ^Effl flfc, H(ISHIDA, Takashi et ah); T 
1 05-8423 X jRSit E ft J n = T @ 5 * 1 ■*§■ J* J 37 
% fcf ;U »»Wftft1**»»r Tokyo (JP). 
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AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 — □ ? /tttft 
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(54) Title: PREVENTIVES OR REMEDIES FOR PSORIASIS CONTAINING AS THE ACTIVE INGREDIENT IL-6 ANTAG- 
ONIST 

(54) JB«0)«ffi: IL-6T>^^"X h^M»<t LT**-r*tt«0)*IBXfi»«» 



(57) Abstract: Preventives or remedies for psoriasis which contain an interluekin-6 (IL-6) antagonist such as an antibody against 
G\ IL-6 receptor. 
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m m m 

frmmte'C V# — v >< *rV-6 (IL-6) TV* dtzi* v tt^mi&ft 

IL-6&B *H 16 Jfol Hfc B 2 (BSF2) fe?)VMi-f V ^ ^— 7 m VJ32 £ 
fcPftJilfef'f h*^f ^Tfib5, IL-6tt, B ]) IsstmtUkjltt&tDm 
tt{htS#f5^ft0^ t (Hirano, T. et al. , Nat 

ure (1986) 324, 73-76 ) % f * ©lfflfe©iifcf 1^1 

gf#«it>f h * 4 V-V h 3 £ b &m h fr\Z.t£ o it (Akira, S. 
et al. , Adv. in Immunology (1993) 54, 1-78) 0 IL-6te, T V V 
^«^l0l^©^iftSri*t5i i^fl§$tlTV^5 (Lotz, M. e 
t al. , J. Exp. Med. (1988) 167, 1253-1258) 0 

f5„ — IL-6# 5 #^S:#7 80kD© JJ # ^ Fl^^ttS & 

®(£> IL-6^^#:T? S> 5 (Taga, T. et al. , J. Exp. Med. (1987) 1 
66, 967-981, Yamasaki, K. et al. , Science (1987) 241, 825-82 

8) 0 iL-6g^#:tt, mmm&nmvxmmm±temm.irzmMi&m 

130kD ©lieSg P 130 l!l)5 0 IL-6 i: IL-6g^#:tt IL-6/ IL-6S 
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^^^^^tt^lHJ^^fc^jt * (Taga, T. et al. , Cell (198 

9) 58, 573-581) 0 

il-6t hit, iL-6(D^!&^mm&<Dfcm$:mmir 

fTfcS. IL-6^M-T 5 *tl#: (ItC IL-6$l#:) , IL-6S 

tftfc^tSWfl: {UlL-Q^mW^W) s gpl30 fc*ft5Kft (#l 

g P i30 Ufa) , il-63«#:. il-6X«il-6^ ^7°^- K*M* 

^IL-6§tfrS:#(-iU-Ctt, < o^©#^*Sfc5 (Novick, 
D. et al. , Hybridoma (1991) 10, 137-146 „ Huang, Y. W. et al 
. , Hybridoma (1993) 12, 621-630 , ® |&4$ ft ffi H & 5fl #-^W0 95- 
09873 , 7 7 >^#fF mS^lfi#-§-FR 2694767. ^B#I^#-^US 5 
21628 ) „ ^O-o-efeS^^^^^PM-l (Hirata, Y. et al. , J 
. Immunol. (1989) 143, 2900-2906) <D *@ ffi t£ &: M iM *S (CDR; com 
plementarity determining region ) ?r t h i/il W ^ # W "t~ <5 ^1 

#-^W0 92-19759 ) „ 

I6#tt, £ 19 #itttf£#iK M«fi^t4ffe!#, »*SteS£#, * 

Stli^lm, $S)f:tKf&#fc:#tt £> 5 # , <£> 31 3m M H^i§^a# 

-Y * * y v^^^^^^^i^Sr^-r 5 y ^^Sfctf* 
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^mn, y-sf * * * & y ^\Hmm, y y h m^jkhi, 
nnm^ ; m&vmn (mtm srjqn»jt5fc*©br^$vD^ 

l-6t ^ =f = * h v^IL-6o^#^^^^g•f4^#^^^-^|fl^J-r s 

f^te&£ftT*S£>i\ irCIL-6^:S#:$T:#:^(DIL-6r V ^ =f ~ * h 

■f- ^^mte, (1) IL-6T =f h ^r^^J^^ i: U 
x ^ m -r 3 ffc S& © ^ X ^ £e £r * # 1- § o 

*^§0j! £ fc, (4) t ML-6S^#^*ft-§ ^- / ^ * —-r/utfi 

:£^Mte£fc, (5) ^ £ ^ IL-6^^#:^*fi-§ ^ y ^ a — i~ ;u 
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r> x iL-6S^#:^*fi~§ ^ ^ * * --^/^^^ b < teMRl 

#3S§f§& £ fc, (6) lL-6S^*tMt5»iIft#tr^aj^ 

o 

IL-6T W dt h fi % IL-6K: J: 5 V^*^/^^3S^5i»f IL-6 

R&# , t-3 4&*t"es>3o il-6t h 

#f^ffl«r^i-5%lfT?*>5o IL-6T V 9 = h i Lt tt, 09 *. ii 
mih-6^m^^C^^h 5 V^ &IL-6X »IL-6S^^^^^-^^^ K*5 

$t#^^^uVN 0 nf?LSj#f &5fc<^ 7 ^ * — ^/i^ft t ITS, ^ 
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tfS&So r©K#:!iIL-6ii^t5riia^ IL-6© IL-6g^# 

— © ^ & n. * u t i l - 6 (D £ % ^ & ?& © n m ^ o 5i £ ?i »t -r 

:Oj;5/i^Htli> MH166 (Matsuda, T. et al. , Eur. J. 
Immunol. (1988) 18, 951-956) ^SK2 (Sato, K. et al. , 

amm #wib«(i991) 21, 166) m&mtfb 

(75^ ^ y - v Jfm\<L i V) , ^& y> * la - tA'*ft#I4ife«: * 9 

MXL«\ m#©^SIHtft|^5tML-6e, Eur. J 
. Biochem (1987) 168, 543-550 , J. Immunol. (1988) 140, 153 
4-1541 , &5VM£Agr. Biol. Chem. (1990) 54, 2685-2688 \ZL Pg 

o 

lL-6<z>it^^-@B^J Z^ZntDmn^ ? ^-^tf AbtSS^f i 
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?l|t*fffl $^5^CIL-6^^#:^:#:i IT, # nf ?L Ifr tJ & * O 

£ 60 J; 5 &#L# IT tt, MR16-1#l{£ (Tamura, T. et al. Proc 
. Natl. Acad. Sci. USA (1993) 90, 11924-11928), PM-1#l#: (Hi 
rata, Y. et al. , J. Immunol. (1989) 143, 2900-2906) , AUK12- 
20#l#\ AUK64-7 #l W *> 5 V^ ft AUK146-15 ( S l^#fF ffil^ HB 

# # WO 92-19759) & if tfsagff b *X 5 0 # f£ £F £ L 

j&fe, pM-i^:#:^^^-r ^ y k — -^jwijiatstt, pm-i^u-c, a 5* 

ff ftScAgH&flf&^WSfc^T #fF^^*te-fe - (T305-5466 

0 < i^TU3Kl TBI #±il «t»*^6)H:, 1988^7 

J3 12 0 m % FERM BP-2998^ lt^^^ h ^ ^ ^ « ^ ^ ffl ^ * t6 $ 
ilt^So MR16-1 "7* y K-^lBfil^i> Rat- 

mouse hybridoma MR16-1 £: IT, i±fTtS Aliftf i^W^M 

#fF^^^te-fe V9 - (t 305-5466 0 < tirfJSCl 

TBI *P£:M6)lZ-> 1997^3 M 13 0 fc, FERM BP-5875 i L- 
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-5 o 

BfcjWI4$ff ! i : ffJJK4fcHi##EP 325474 ic , ^ ? ^ lL-6g tt 0 
##1^]^ Wf ###lfl 5 P3-155795te: PJ^c $ ttfe IL-6^^st<S ^ 

IL-6§2&#® e« fit, *KJ3&Jfl_Lf<:3§5i tt^ 5 © t Iffl^lli 5 
gt$£LTV^5<b<D ( bT^'|4IL-6SW#) (Yasukawa, K. et al. , J 
. Biochem. (1990) 108, 673-676) i: <D # ft> 5 „ pJ^ftIL-6 

§^#:$L^«lH^^fc^^ LTV^ IL-6^^#(D^®^(cl|HJ}a^^S 

fc h IL-6§:^#: £ 3 — K*t"S cDNA^r^t?^ 7 ^ 5 KpIBIBSF2R £r 
ttt5i:ii (E. coli) « N 1989^1 M9 0 # Aff A H 
HS^M^W^Bf #fF^%Wf6-fe ^ - (T305-5466 0#B$: 
SffeJ&o < TfJJKl Til *:ifef&6)&^ HB101-pIBIBSF2R £ 
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It, Sfe#-^FERM BP-2232^ UT77^^ h ^&JfcX-3# B IS * 

"C^ffi £ ;Tb5*rLgpl30 ^ at, #^nf?L«J%S*©^/ ^ a - 
^/i^fl^^F* Uv^ ifcft»*&3fe©* ^ ^ * - ^/^ft £ Lttt 
, ^4-7!) \ f — "*rfom£.&ti *5 J: tfaHS^X^ftj^ifeK: J; 

fcOiS&S, ^O^C#:^gpl30 tl^^tS^ ^ IL-6/IL-6 

r©J:54^i tttt, AM64#l#: (# &B ¥3-219894) , 4B11£l 
#:*3 «fctf2H4 trt#: (US 5571513) B-S12 *5 J; t/B-P8$i# (#58 

2p 8-291199) J& 25 A* 3fc £> ft 5 o 

$ag P 130 t/^-t/^fli^-f;! K — ^tt, 

i^ti^fiu, KT©i?(-itffstt5 0 gpi3 

0 &m^tfim t Ltfl Lt, rtbSriiS^^^^^idbfe^oT 
f b^S^HIfflJfe^If ©ll^I^^fciot^^Olll 

fc£±V^ tfc#Ec#©J«fetfc]!§C £ ttlffl $ *LSgpl30 «U 

©C#l#W : ttSM^IS#-^EP 411946 CH* $ *bfcgpl30 stfc^/T^ 

gP 130 Ofcte-^SB^JSr&fci©^^^^ * — m^#A LTii^ 

g#jCD gP 130 SSI ^^^©^ffi-eflt, ^(DMMgpl30 g^f* 
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m&n&mfrtfim. t u-cjflv^tfj: vn q tut, gP i3o ^h^lt^ 
, ^r^&tj-r § r b \z. a v fxt>fo%> 0 ^k\if%h\z.\%^ m^tfim&PB 

S (Phosphate-Buffered Saline ) *k Mlk ^ T? jI ^ * # |R 

*t3 0 IfflJSS Hi *T,3#f£ LV^^M £ LTtt, #^I$|fflJIS 

*--^fHJ&te, t"^^ l^©t* <£#WI&#U #!l?Lte\ P3X63Ag8. 6 
53 (Kearney, J. F. et al. J. Immnol. (1979) 123, 1548-1550) 
N P3X63Ag8U. 1 (Current Topics in Microbiology and Immunolog 
y (1978) 81, 1-7) N NS-1 (Kohler. G. and Milstein, C. Eur. J 
. Immunol. (1976) 6, 511-519 ) . MPOll (Margulies. D. H. et 
al. , Cell (1976) 8, 405-415 ) , SP2/0 (Shulman, M. et al. , 
Nature (1978) 276, 269-270 ) . F0 (de St. Groth, S. F. et a 
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1. , J. Immunol. Methods (1980) 35, 1-21 ) , S194 (Trowbridge 
, I. S. J. Exp. Med. (1978) 148, 313-323) , R210 (Galfre, G. 
et al. , Nature (1979) 277, 131-133 ) m & M M £ tl Z> „ 

m IBrfe m m h =• 31 cr - m m <o M Jfe Si ^ W: to m f* £r £n © ^ 

i£ % 7t^^L«\ ^ /^J* 7^ V (Djffe (Kohler. G. andMilstein, 
C. , Methods Enzymol. (1981) 73, 3~46) ^^2pCTff5 - t& 

% jj^yif l/y^y 3 — (PEG ) , ir r> ^ /ix^ (HVJ ) 4$ 

i^vN§fiititft, 09x.fcf, tufa $ ^ p — ^^Hjfe*oiim 

&3g'&RPMI1640i&3l*9u MEM r©g©ifif tfc 

FCS ) |©iil«^fflt5iHt^5 0 

x sp±£#-^ 4 1000-6000 SJtOPEG tll^if, 30-60 % (w/v ) 
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— -y ? 33 «t tJ? * p - ^ v Jf ft t> th 5 0 

S©t N^#^#5r i: (#^¥1-59878 #M) o $ h 

#^l(#LtU^ (SI^#f^miS^r?fl#-8-W0 93/12227 , WO 92/ 
03918 % WO 94/02602 , WO 94/25585 , WO 96/34096 , WO 96/3373 

5 mm) o 

lt#5*i, feSv^^^y K - S: £ ft i: nit fL 

§ 0 Iff SG#E*©^:#:*#5 ©tlfC^ *) , — ft 

3-139293M $ ftfc^-fefc «t Dff5-i:*ST*t5o UftScffJftfeA 
mUS^^^W^Ff #rF^%*fe-fe - (T 305-5466 0 # g 
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»lo<(irt!ll Til #i&l ^&mQ)^s 1988^7 M 12 0 
, FERM BP-2998£ Lt7^^^ h ^jfa £-3 # B gg#f6 £ ft fcPM-1 
#L#:jg£^^ £BALB/c^ I> ©Jjgfl^ft^&A UT07j<£ 

rol^^^PM-l^t^^SltS^S^, #^:/y K-^Sr 
M^^if±-fe, 0»Jx.tf, 10% ^J&iSjfiLflfr. 5 %BM-Condimed HI (Bo 
ehringer Mannheim ®0 # WRPMI1640^ife , ^ 4 ~f V F - ^ SFM 
flfi (GIBCO-BRL M) . PFHM-II ififi (GIBCO-BRL §T'||L, 

K-v^P,^n--y^t, ig ^ ft ^ ^ ^ — *a -c? ^ rft^r 

S:fflV^5r fc^f #5 (M?Ll*£, Borrebaeck C. A. K. and Larric 
k J. W. THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the 
United Kingdom by MACMILLAN PUBLISHERS LTD, 1990#fl&) 0 

— ^rib>h, #l#:<7)pT^ (V ) & =* — K 5 mRNA£r § » mR 

NA^^iM, ^£q©;#$2c, M£te\ j/T = ^^3®ai^fe (Chirgwin 
, J. M. et al. , Biochemistry (1979) 18, 5294-5299 ) , AGPCife 
(Chomczynski , P. et al. , Anal. Biochem. (1987)162, 156-159) 
^ K <t 59 ^:RNA ^HL, mRNA Purification Kit (Pharmac iaM ) 
f IrftiLTmRNA^IIt^o * fc , QuickPrep mRNA Purificati 
on Kit (Pharmacia SO § £ t K £ tJ mRNA £ jt M M f 5 - 

# bftfc»RNA)fc k3frte'^»*&JBV>T#L#V M^OcDNASr^^i- 
§ 0 cDNAcD -g-$U3 N AMV Reverse Transcriptase First-strand cDN 
A Synthesis Kit ^ £ T 5 £ t 5 Q * , cDNA©^^c 

& J: t>* ±f if© £r ft 5 tt5'-Anpli FINDER RACE Kit (ClontechM) 
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$d£L£PCR &m V^c5'-RACE Wi (Frohman, M. A. et al. , Proc. N 
atl. Acad. Sci. USA (1988) 85, 8998-9002 ; Belyavsky, A. et a 
1. , Nucleic Acids Res. (1989) 17, 2919-2932 ) ^r^^i~§^^ 
;i^|5„ #ib;ftfcPCR MVofrb S &J t 1~ 5 DNA irJf £rftSb, 

DNA il^f§ 0 £*bj; 9 j&am*.^^ U 

s m t ffifccDv - Kts dna ^#e>ttti/{^^ ^ti& 

mm<Dffii$fei%mi& (c n?^) & = ki-sdna tm^v, z.ti& 

^ £r 3§ ^ ft iJ m M ^ , #J x. «\ ^ V ^ ^ f" — , ^ v * — 9 — f P 

o 

t it Aik&K&m vttmfc^m&z.Mffifc. ^^«\ (ch 

imeric) t Mft (Humanized ) #C #: £r ffi ffi t? £ 5 0 - 

A &t h $C #C ^^Sr ^ - Kt5 DNA Zh^^m^* * 

#fFmil^lS#-^EP 125023 , B t&&#F £H®&- H #^W0 92-19759 
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?Lte\ ^ ^PM-1#l#:(DL itfH ®©V * — Kt5 

DNA £r ^ if ^ 7 * ^ Ktt, ^g-^pPM-k3*5 £ pPM-hl h <fo & £tl, Z. 
<D -f 7 X 5 K ft -5 ±510 n National Collections of Indust 
rial and Marine Bacteria Limited^. 1991^2 ft 11 P K > # * NC 
1MB 40366 &tfNCIMB40362£ LT7T^^ h ^ $J * -3 # H |Sg| tSF *fi 

fc Mlt^frft, nWf!& (reshaped) t h £ $fc & *L , t h 

j^^onf?Ltt%. M*.fc£^?:*#L#<C>*i*tt£*£®*fc (CDR ) & fc 

^gli^^fc^l&^tV^ (Kfc#l#fr- tHIS^Ii#-^EP 125023 , 

mmmffmm&mwr^wo 92-19759 0 

^ *y 7, #: (D CDR it h #l#:<D 7^- .A 17 — ^ fj|:f$ 
(FR; framework region) & £ i~ 5 £ 5 R Wr V tc DNA SB M & , 

]) dt ?z ? u K £> PCR & J: t> -g-JEfct* S „ # 6> fcDNA Sr t h 
tfcflcC |H4fc£r = — K1-5DNA i^S^b, & V> 35 ^l'* * ^ — 

#fFmiS^r?fi#-^EP 239400 , B # ffF ffl 18 W0 92-19759 

#fl) 0 

CDR ^^LTllt^^St h #l#:cDFR«:, ffittttft S«** s ^ » 

K#©pJ^tt©7 1/ — A !7 — ^ IS T s; /l?£rg^LT&J^ 
(Sato, K. et al. , Cancer Res. (1993) 53, 851-856) 0 

t«#C «Htlt Cy tfS^W e>*K 09*.tf, Cyl , Cy 

2 . Cy3 XS Cy4 ^tffltsr^t'ts. tilt* irufrXte^ 
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b * t) , t h ^ ^5 5 fet M f4 t5S |S T L- T § fc , 
hS^PM-l^L#:^^ { f f>tt§ (ISI^#rFffiIg<klli§##WO 92-19759 

mm) o 

n^-^-, $ tt S ^L#:at{5^, <£> 3 ' m T ffi y A v-^-t- 

ttf-V^&o M x. fc£ 7 * ^ — * — / ^ V ^ V f - — i: IT 
te, fc h-^-r h ^ # ^ -f A** tti.^ ~? * ^ — 9 — / ^ >^ vij- — ( 

human cytomegalovirus immediate early promoter/enhancer ) 

X , 7f/^/^> ^$TV^>f ^^40 (SV 40)f ©^^f/l'^^ 

(HEF1 a ) ft if <DV$%mMffe 7" a ^-^-/x f-^ 

SV 40 /P^-^-/xy^yf^^fif§i^, Mu 
lligant> (D^}£ (Mulligan, R. C. et al. , Nature (1979) 277, 1 
08-114) , £7t. HEFla^n^-^-/xyAyf-S:tit5i| 
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<n^ Mizushima b <D ~)S $s (Mizushima, S. and Nagata, S. Nucleic 
Acids Res. (1990) 18, 5322 ) l^iiiglC^ltS: t^t* 

W^ttVP^-^-iLtlt lacZT" p ^& - 

* — , araB/p * — * — & 3* 5 £ t & T* % Z> 0 lacZ^P^e-^- 

ffltSf Ward (Ward, E. S. et al. , Nature (19 

89) 341, 544-546 ; Ward, E. S. et al. FASEB J. (1992) 6, 242 
2-2427 ) , araB/n^-^-^flfSi^, Better^CD^"^ (B 
etter, M. et al. Science (1988) 240, 1041-1043 ) fctiiii 

tfcfcfrm <d ft #> <d *y jf-f-zum n t u x m. % ^n^^y/yXA 

£ ii: 5 pelBv- ^^rvVBS^J (Lei, S. P. et al J. Bact 

eriol. (1987) 169, 4379-4383) & ft ft ~t fri & J; 0 ^J/yXA 

(refold) UTftffi-TS (fclfctf, W096/30394 £• # flg ) „ 
itM^BM t LTtt, SV 40 , ^--^ £ ^ TfV ? >f A- 

* , >7 ✓<? t° ia — ^ V J ?V X (BPV ) m<D&$k(Dh(D Z> ^ t 

^ ^ - teiiiR - # — tit, r ^ ; nv/K*x*h7>x7 

rc^-^ (APH ) it{S^ f 5 i^y^rt^f (TK) atte^ *JJ§^ 

* 1/ IS If T ~ y^X* y ^ Wl" h7VX7i9^-^ (Ecogpt) 

mm^, v?t KpiHSTci^ (dhfr) aUS-^Sr^tr:: 
•5 o 

5ii^tt5 0 & #: ®l at © © ^ £ , in vitrei ± in v 
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fflv^l4S^fc5o SMSSHttt, (1) ilLgliaS, 
% CHO „ COS N S; ^ n — s BHK (baby hamster kidney) , HeLa, 
Verote £\ (2) M^iglPUS, T7 !) j/^ ^^^lllfi 

, &5VM*(3) H&lEBJfe, $J*L&\ sf9 , sf21. Tn5 ft if £n h tl 
TV^So $1 #7 j|H JSfe i: L- T fci > =. =i ?-T T ' # ? & (Nicotianata 
bacum)^*(D|H^^^ (bttTfe «9 , ^ £ # /V- X i# * "t tU£ £ 0 
*KlfflflSi:bT«, H-SU #1*1 te\ f 5tX (Saccharomyce 

s ) I, #11 {'i V % 13 5; -fe ^ • V fc? ^ ( Saccharomyces cere 
visiae) % m T X^/U^/U^m (Aspergillus ) I, 

ffl X^/ls^c ' ~jf~- (Aspergillus niger ) ft M & £R h 

fix 3 ' „ 

jSHIS^U-Ctt, ^ClI® (E. coli ) , fell^^^tV^o 

, j&nm&ztitcffim&in vitroxmm-r z ^ t r> &&&& h 

ti%o ^fcuP^Scfc^^fr 5 0 ±#*M^LT, DM 

EM, MEM x RPMI1640, IMDH^rf it 5 r i ^ f t > 4 1 J§6 I&L fit (FC 
S ) f ©Jflft«^ffflt5 ^i^Tt^o #L#3tfc^%# 
A Lfc#Bjg&£f&%<£>J^K^^^-t- £ £ 5 , in vivo {J1T#l#:£ 

— 3? , in vivo ©liiatlt Sj^&^ffi-T 
^fefflt5I4l^f|f^§ o ftt^f^tSf^, "itfLIStfr^ 
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JfiV^rfcriS^^S (Vicki Glaser, SPECTRUM Biotechnology App 
lications, 1993 ) 0 £ it , liiLtft, ^^^^fflV^iH^ 

o 

(Ebert, K. M. et al. , Bio/Technology (1994) 12, 699-70 

2 ) „ 

£#3 (Maeda, S. et al. , Nature (1985) 315, 592-594) „ £b 

, M^l^pMON 530^#AU. r. ^ $ — £r Agrobacter ium tumefa 
ciens Oi5ft/<^f !)7fc*At5, - * ^ U T £ * ^ ^ „ 
0>J X. (iNicotiana tabacum fC^ife^-^, ^ ^ =t <£> ^£ J; VWfM<Dtfi 
#:£r#5 (Julian, K. -C. Ma et al. , Eur. J. Immunol. (1994) 2 
4, 131-138) 0 

X 5 Klin vitro3U3in vivo <D M X tfiVf & M£.ir % 

tt&mm (h m) xtzmm dm) k-tsdna 
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WO 94-11523 #M) o 

Ttt, Fab , F(ab') 2 , FvXteH mth i©Fv*ISft !l V*-"? 
St^^iirfc^^^/I'^^-'f i^Fv (scFv) # 3* fcf H 5 o 

^m^^rS (#<J^^\ Co, M.S. et al. , J. Immunol. (1994) 152, 
2968-2976, Better, M. & Horwitz, A. H. Methods in Enzymolog 
y (1989) 178, 476-496 „ Plueckthun, A. & Skerra, A. Methods 
in Enzymology (1989) 178, 476-496 „ Lamoyi, E. , Methods in E 
nzymology (1989) 121, 652-663 , Rousseaux, J. et al. , Metho 
ds in Enzymology (1989) 121, 663-669, Bird, R. E. et al. , TI 
BTECH (1991) 9, 132-137 #J$) „ 

scFvtt, ^^(dr my mmth my mmz^MHrz :iiao# 
hti& 0 r (DscFvK&^x , h §tv mmti my mm&v 

£?£b<«, ^T'f KU y*-l:^LtIi$^5 (Huston, J. S 
. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883 

y V — h ITS, ^Ji«7 ^ J ^12-19 h & £f£ 

scFv& = - K-f-SDNA tt, tfjfBirL#:©H «lXtt, H^V|g«^=i 
- Ki~ 3 DNA , jo J; t^L iXtt, L g| V ffi. m & - K ~t 5 DNA £ & 
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A * ©Si^lSt § 7°7-T -^ — M&m V^TPCR Sfe £ <9 

if fig V , #C t? , ^fefc^^^KJI^*— IfU^Sr^ — K-f-SDNAfe 

— ^.scFvSra— K-T5DNA # fl* « £ ft ft tf , ^ft^^^T 
£ ft fe^L#0|ff^«^ ttrfB £ IfrJtlK: LttO»^l:l# 

ttfc<Di&m$) hx, #yxf 3- /i^ (peg ) m<D&m 

T?V^5 r$t#:j fc«::ft b^ifft#:#;ffi^t^^£ft5 0 i©±5* 
tThfcWMm&nZ fctes # ftfc^ttJMb^ftft&Sij&Jfe-f-- £ 
iot#5^ H^tSo rftk©;fr&te-©#Sfc*3v^-c-r"7?fc: 

fl&AE £ ftT V^ § „ 

t^-}ctT'ilt5 #38WT*teJB $ ft3#L#:0^- 

, 08 te\ /pf^fyA # ^ a , 7°pt^ >-g # 7 /5 s ^ &f ft § 

o >k # 7 .MJlJS V^tflft £ tt, WfcWU Hyper D , P0 

ROS , Sepharose F. F. # ^ g£ \f t> ft 5 0 ^ © ffi , jiS©^^^^ 7 ® 

X&m £ftTV^#Jit, sffS^&^/Bt-ftte: £ < % fabP15S£ft 
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rftfe>©^ & V V y 4 ^ a HPLC (High performance liquid ch 
romatography) HSfflUtS. * , ^t@HPLC (reverse phase HP 
LC) T ^ £ 

ft 5 r t & x # § o -T * fc> *> , »3fcJtOi»^fc±5»^lctt^ PB 
S(-)T?ai^ 280 nutf) SB J£ 1 mg/ml £1. 

35 OD £ LTf ffitSo £ 7c, ELISA 5»^ttKT®J: 5 f-ffi'J 

StS-^^H, -f^*?**. 0. lMM^^I^W^ ( P H9.6 ) 7? 1 
/tg/nll^lRlfct^t MgG (TAG0SO 100 1 £967^1— 
h (NuncM) tiUx., 4°CT-ft^ 7^ra^-^3 
ta^f So 7'p 7^ry^©f v ji^^r^ Lfc^Mtilffl $ 
ttX if" l/"?/^, feSV^ttiiPpi: UTt h IgG (CAPPEL 

M)ioom1 iamtififM'f ^^a^-^a^ts. 

gfcif-^ 5000ffiF#3R Lfe7;i^* y y ir^y r * — i?«IR#L t Mg 
G (BIO SOURCE©) 100 # 1 SrJp^., gfiCT 1 ftW^f V^fa^- 
h-TSo ft#f, SfitlriDi^ Vdfa^-^ a VOfK MICR0P 
LATE READER Model 3550 (Bio-Rad S) £/Bl^T405nm 7?0®^6^ 
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iiUi) f^^#Abt#S§^§o IL-62£^#:© t IL-6 
^fltBjjdkJ:, IL-6tf>T 5 / SfeBB^llSr^fti©^-?^^ y v # 7 v # 

7 A, fc£?Lte\ WHATIF (Vriend et al. , J. Mol. Graphics (199 
0) 8, 52-56 ) v>T^tf> — ^«5t^^S'i ^ Hfcfl^tlS 

5^*@B^J^r-a p*<? ? -&mmt VX , ii fif ff t> ft 5 PCR & \c J; 
0 T 3; y ffeas-S&£*b5 £ 5 «c^^^r^A-T £ - fc i 9 . il-63£ 

jfefciSfi IL-6i}fcas#«:#5 - i: 35 s ~e * 5 0 

IL-62ic^#: CO M=WW\ t V X , Brakenhoff et al. , J. Biol. Ch 
em. (1994) 269, 86-93 , &tfSavino et al. , EMBO J. (1994) 13 
, 1357-1367 s WO 96-18648 . W096-17869{^ 0B ^ $ ft X ^ 5 0 

^mmxmm ^ft6iL~6U^^y^- f xteiL-6$£ 

K , IL-6^W#& ^ VM£IL-6£ (O^^^ffiSr^" J. o IL-6 

©4ll^«lffitt^fiitftVMfef -CfcS. !Pt>, IL-6^^^7"^ K 
XteIL-6g^ 7^ K^IL-6g^#X«IL-6^^-a- r. tt 

^JS^^S r. t K X X) IL-6<DIL-6^^# — ©^-a-^^^^Ji-Pfi* 

IL-6^i>^^^- KX^IL-6^^#:fI3^-<^^ Ktt, IL-6XttIL-6 
gS£#<£>T 3: / J8t&WK.&^X lh-%k IL-6^^# t <D%£&K&*>Z> 

22 



WO 02/34292 



PCT/JPOl/09409 



i5 4^^f Ktt, Itl0~80, fflL<li20~50, £5 
£F £ U < « 2 0 — 4 Oi©T^ /»HlSa^ft5, 

«k \) flt5 Kit*. BfMcD^T 0 ^ K£r=* — K-T5DNA BB#]£r3S 

5>ft3 0 H^^^ 5 ^ fflv^ft5^f§3£^flilH£cl; V Bo 

Kftttt, Boc ?fe T? 7 s> >fb7K mx h y 7 ^ v * 9 1/ X ;V * ^ 
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Wt&, XFmocSfe-efiTFA % M # ffl 5 £ # t» $ § 0 Boc fefeTM*. 

& hi jr -r 3 „ m^fig^it^rHa!), te'*:^ K##e>*b 

5 0 Fmoc&l?te, M&tfTFA f T? _h 13 t 1^1 $ <D tfttfs T B ft til 

# k tbfc&^T"^ Ktt % HPLC jfi ffl § r. £ «fc «9 # m, %nMir 

KM#J-<^-t\ t^x**.? h/u#$f^£ r^/i 

¥2-188600, ¥7-324097, # ffi ¥ 8 -31 1098^ * H # fF ^ # US 

5210075K: Mjj* £ ftT V> 5 „ 

fcte, IL-6fe^'f4!fflJ3&MH60.BSF2 £±§lib, ft in IL-6& glj&n 
|^B#(clIL-6T =f^* h ^^fc^^^§ - t K X V IL-6#;#<[4lH^ 

fl&-C*>5U266Sr#* 1 2 5 1 $ it IL-6 £r U , HO R# 1^ IL-6T ^ 
^ ^f^x h Srfln £ § r t in J; 5 . IL-6^£S'ft:35 3l*fflJfete*t£- Ufe 1 
25 I ««UL-6«rSI5£-r 5o JbEBT SUcfcV^, IL-6T V * =* 

^ h p — /Up 5:33 # , kftfc*£*£Jfc4fc*t-ftfi£lL-6T i'* 
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*%iW<D$]$k$:mm~f'Z> (-te, CD4 + CD45RB high T^^^r 

% fpffi i~ 2) ^ t £ V) ft 5 - t & X* £ 5 o 

m.mmu'Mm^w^ir^ tc $><d cd4 + cD45RB high tib^^, m*. 

«F2 (BALB/cXl29/SvJ)^ r> ^ 19 £ t &T*% , 09* 

»j#J £ Lt(t #ij *f3:^ ^ ^ Jfe l£ b < ttSCID-^ ? ;* 

iff ?rtt5i £ ^ £ H 7c „ 

0^ tf> ^ « 7&^£iJ ft > ^ P #J * fc tt^ff P #J & § 

iM*^J5t#H£$:^1-<5 £ k &X*% § o #!)*«:> ^I^^cflrtft 

9 0. 01 fflg ^100 mgO|5Hl?)l^^t§ o ^#fefc«9 
1—1000 mg , b < « 5—50 mg ©S-^t^l^ - i^T' t 5 

o 
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N if^^^, v^^y-fey^, rpeuy^a^, 

^ 1/ ^ ^ y =t — , i? y ^ , /<77>f y, ^r7!)^7;V3-;v 
% ^f7!J yi, UiiT;^'^ (HSA) , ^ = h - /K y 

if # agtf G> ft 5 „ {£J3$ft5«P%«^ giJUU-JS D T _h f B <£> f 
bilUfe 5 v> ttJSa-a-^-caS*? $ ft 5 ilftbfcHISSftS fc©-? 

■f S ^ . Ji £ ft & IS S £ ft 5 t> <£> "T? « „ 

HIL 

Schon MP?) (Nature Medi c ine ( 1997) 3, 183-188) CD^rfe^^o 
T\ BALB/c-r >7 ^JJ^Ii^HJja^^jfiL^, MACS# 7 A R OTACS Vantage 
SfJ^T, CD4 + CD45RB hi8h TjW IS £r II L- „ 4. OxlO 5 |ffl^/hea 
d l?C.B-17 scid # X fc i. p. #fi£ U 0 

lH^^Wl5i>fI^^LlL-6g^#:irL#: (MR16-1) £ 2 mg/head 

fcHiRtf *Bil&5£tili¥) fcttPBS %*£#bfc 0 1 mg/head/M 

MTMR16-l<E>$:#£rfrV^ «HJJS#tt J: t> jjft 8 ilWjgiB^fc^ ? x & 

26 



WO 02/34292 



PCT/JP01/09409 



ft T ¥fl 5£ & fr o „ 

— : IES\ 

+ + : © ig m & mm m is #> e> tb s . 

ffi&rffiVrtes SAS ^ . Wilcoxson CO « fi fP ^ 3t £ ff V^ „ *r jft 

7km % 5 % i: U 0 

^iIL-6^^{*^#:t: & 5 MR16-1 £rt£ 5 £ i: m £ <9 , ^«fc?£ft 







Wi lcoxson 






± 


+ 


+ + 




(n=8) 


7 


1 


0 


0 




JBHUS^Jgi* (n=7) 


2 


0 


2 


3 


P=0. 0126. 


(n=5) 


5 


0 


0 


0 


P=0. 022K 



Yamasaki CO gfe (Yamasaki, K. et al. , Science (1988) 241, 
825-828) \z.m. W# & tvfc IL-6§^f£ &r a - K 1~ 5 cDNA£ ^ t? 7° 7 
KpBSF2R. 236£ffiV s T, PCR 2fe \c £ D IL-6g^#: % fls/£ 

Lfe. 7" 9* 5 KpBSF2R.236SrftfllS#3SSph I T'iftLT, IL-6g 
^ #: cDNA # , rft^mpl8 (Amersham®*) t^A L „ IL-6§##: 
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^^•^ — trffiVM:, ^yifl^P^a^ t?v ? ^^v'^v^^7 i A (Amer 
shamM) !), PCR 8* "C IL-6g cDNAfc 3: A b fc 0 ^ <D 

IfefM- iMhy^=K y^r ^ / M345 ©f£ff ^#A $ "^nt 

Hr^f4lL-6^^#cDNA^CH0 ^ffljfe Xm^^r & 1t & > 7°^^^ K 
pSV (PharmaciaM) £ £ * > ^7^5 KpSVL344 £r # fc „ dhfr 

(DcDNA^r-g-t? 7° 7 * $ KpECEdhfr^Hind Ill-Sal I T? £J 0T b *I 
f4lL-6g^#:cDNA^#A b, CHO |H 3£ ?S ^ 7 ^ 5 KpECEdhfr344 
£r # ^ 0 

10 Mi ©/7^^ KpECEdhfr344 £r dhf r-CHO&H (Urla 
ub, G. et al. , Proc. Natl. Acad. Sci. USA (1980) 77, 4216-42 
20) ^*^V^A7t^7i-f h£fcP$&: (Chen, C. et al. , Mol. 
Cell. Biol. (1987) 7, 2745-2751 ) Id ± *K ^VX^ini 
fc 0 h 7 7 * ^ h U 7c CHO £rlmM j/A'* 5 V, 10%3S#fFC 

S „ lOOU/ml ©^^^U y*5j:i; 100 ^ /ml ©X h ^/Fv^v'V 
&iSt$5L ? U*is K^"^ a MEM 3 & J£ * $fc *T? 3 M^^#Ufc 0 

3g^£;ftfcCH0 JjiWJISSrlS^*^^^^ * JJ ~ = ^ b, ^ — OCH 
0 Ute^P-y^ifCo r^CHO iff/fe^ p — ^&20nM~200nM ©I 
&<D * h b h X-mm b, t h pT^I4IL-6S^#:^^CH0 ftl 

J&$c5E27£#fc 0 CHO *fflJfe#;5E27£5%FBS £*atf^:*3-:/B£^^ 
/l^njg;^ (IMDM, Gibco ®) ^i##bfc 0 if H_L?t£[Ib(X b, 
«f © pJ^ttIL-6g^#:(D^it^ELISA \Z X M b fc 0 ■£ © 

fc. 

10 m g (Hirano, T. et al. , Immunol. Lett. (198 
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8) 17, 41 ) ^7 n-f y h %£lT a/^y f i H (CBALB/c-r «7 * 

n -A-1500£ffl V^T 5 ^ v -^|ffl^*P3Ul t £*ttc 0 ^4 "f V 
K — -^^rHAT -5 Oi £> (Selective Methods in C 

ellular Immunology, ff. H. Freeman and Co., San Francisco, 351, 
1980 ) ic^ctlJit, tftfc ML-6^^I4t5^^^)J K — 

L-6i^7s't^*»rftofe 0 -T^fc>^. it?fe^y t^;H©9 
67^ -< ^ 1^ "7° V — r* (Dynatech Laboratories, Inc. M, Alexand 
ria, VA) £r 0. 1M<£> carbonate-hydrogen carbonat ergl ffi (pH 9.6 
) ff 3 T? 100^1 © ^ ^cifc V * Ig (10^1/ml, Cooper Biomedical, 
IncM Malvern, PA) IU!)4 tt-fta-Mfc, zf U 

— h& 100 fil ©lyo^^llT/l'^^ (BSA ) ^r^frPBS Kl J; 

^tt^PBs T?gfe#-ufc^, ioo mi (D^^r^y F — -^mm±m& 

X, 2000cpm/0. 5ng/well t ft 5 ± 5 1 2 5 I iflll&^M IL-6& #7^ 
Lfc##^(D^ctt^ffi^^f ^-^^7 ? ^ - (Beckma 
n Gamma 9000, Beckman Instruments, Fullerton, CA) "TrliJ^Ufc 
o 216 ^ yf -f y K — -^^n — ^(D5*>32(D^^^y K — ^ ^ * — ^ 
tfS IL-63g & T y ± 4 K <£ !9 Hi 14 T? & o „ rtt ^ xx — zs&fzfr 
T?ftJ&ftfc£jfefcMH166.BSF2j&S#e>Jh,fc„ ^ U K-^#S4 

i~5 #lIL-6#l#:MH166 « IgGl K K © If ^ * -f 7° £ § 0 

o^T?, IL-6ft#f4^ ^ ^ 7" y K — ^ n — ;XMH60.BSF2 £ 
;fv^TMH166 *rt#:^ J: 5 ^ y K — © iff H *f 5 * ft i§ t£ & 
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m^f'o MH60.BSF2 x 10 4 /200 ju l/7t i: * 5 £ 5 # ft L 

, ^*U-MH166 ^ft^ttft^^/^ai, 48R#|KJISF3I 0.5 u 
Ci/ 7^CC> 3 H ^ 5 i? > (New England Nuclear, Boston, MA ) £r M 
5t 6 R# ffi & o JN8fl&Sr^7^7>f7V^— ^ — ^ 

— _Lf£$5#, g KJ ^ " ^ ^ ^ — (Labo Mash Science Co., Tokyo, 
Japan) f&ILfc. ;y h cr /!✓ £ L-T^i^" IL-6|tl#: ffi 

-^MUs MH166 £t#:ttIL-6te: «fc 9 $f # $ ^5MH60. BSF2 Ifflfl&O 

166 ^#:^IL-6(0^tt^r4'fPi-5 £ £ & W h t & o „ 

Hiratat)^^"S (Hirata, Y. et al. J. Immunol. (1989) 143, 
2900-2906 ) K X V L IL-6g5g#$t #MT18£ CNBrfc: «fc 9 Ig- 

tSMfc $ -fe 7 T * — ^ 4B (Pharmacia Fine Chemicals®, Piscat 

away, NJ) k <D V1t & ^> X ffi & & . IL-6^^#: (Yama 

saki, K. et al. , Science (1988) 241, 825-828) £*t®Ufc 0 b 
h $ o_ n —*rffiJ&&zV266&.l%i?3r b - V (Wako Chemicals®*) , 10 
mM h U 3i ^ / —;VT 5 ^ (pH 7. 8) & £ l>*0. 15M NaCl£r^3>lmM p- 

y K (Wako Chemicals®) ( ^ h - > WL ) T? *I l^fc V, * 7 
T b -X4Bb-X i: $ *fcMT18^#: £ bfc 0 ^r^#, b- 
X|r^^h^yI*tT'6 m?5fe#U, &&f-5fc«><£>g|5#*it8lIL-6 
£ bfc Q 

BALB/c-^^^.^3 X10 9 fll©U2663l«fl&3&^e>#fe_hlB*l5^3»»IL-6 
g^#:i?lO0 f£4 m^^u, ^©tffeia^W^!) k--v 

femr iL-e^^^^ojfe-g-iSffiSriw^feo 5 xio 7 m<ommmu & 
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35 S -t^Jr-ls (2. 5mCi) TffllWU, JllB^^f h ~ 

bfc 0 pT^^ LfcU266*BflS&0. 04ml#»^ir 7 x * -*4Bfc*- 
X £ £ ^ fcMT18^#: £ U , <D & , 5? dff h = ^««f* T?6 
m^#-U, 0.2Sml<Di?3r V ^-^mWWt (pH3. 4 ) K X K> 3 5 S - ^^ 
V^liIL-6g:^#:Sr^tH 0.025ml tfUMTris (pH 7.4) 

0. 05ml (59 ^-f 7' y K — -^^il-hlt SrO. 01ml <£> Protein G t7jP 
-X (Phramacia 1) t i^Lfc, gfc^Lfc^, t7 7 P-^^± 
IBT'IIS UfcO. 005ml © 35 S tIlIL-6f tf^it tiU 

h Lfc„ &ftifcte*K&SDS-PAGET?#tFf IL-6g^#:^SJS 

V K— » - >-?M-l&ffi& Vfco ^sfzfV K-^PM-1^ (hMtk £ 
IgGl K ^?rft5o 

L-6<D*££-pj.^?£tt£ fc h 5 ^ p ~^fPO£$:U266£rJ^-CM-<fco 
t h ll^M IL-6Sr^:BiM i (Hirano, T. et al. , Immunol 

. Lett. (1988) 17, 41-45) , stf A- h y-^V^-^l (New Engl 
and Nuclear, Boston, MA) t i !) 125 I^f^Ufc: (Taga, T. et 
al. , J. Exp. Med. (1987) 166, 967-981 ) 0 

4 X10 5 ilS©U266|HJ3a Sri H£|HJ, 70% (v/v ) <O^^Zf]> K — ^ 
PM-10^*_h»*5«t t/14000cpm<D 125 I 8SSfeIL-6£ i: fcig* L fc 

o 70 m i ©fy^;Hr 400 // 1 ©-7^ ^P7a-^#yxfvyf 

a. — 300 ai ©fcs m>b><D&, mifa±<DtkKfefe 

^©^I, ^-T^y K — -rPM-l*S0^-f-5 IL-6©IL-6S 
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Saito, T. et al., J. Immunol. (1991) 147, 168-173 fciB4fetf> 

* * BT^t4IL-6S^#: ^14t 5 CHO Iffl £r 10%FCS & ^ IMDM 
_h|BSaito, T. et al #H) ^Affigel 10^7^ (BioradM) IS 

# hthfc^ * * pT?^'I4IL-6S^#:50/z g ^7n^y M£<£T^^ 
^ y Kt y 4 -y y ^ ©I^tftWtfeo 2 31 

h \t. 7 n 4 V h ^f^±T *J =*. V K-tritAO^^ b fc 0 45 0 @ 7 y 

2 X10 8 0&1 X10 7 ^<Z>-e * * 5 ^ * — -v 
IHJ&P3U1 i 50% ©PEG1500 (Boehringer Mannheim M) ^r^^V^T 

^ i r> mmm& £ */ct, hat mm\z.x y* v 
y - - >■ y b fc „ 

(7f-=¥#i;7 5/ h IgG (CappelM) £r =t — h U 7c 7° U — h ^ 

£^/c 0 ftV^T\ "7 f-^^^r "7 X IL-6^^#:^l#:*5 J; t^T/^7J y 7 
^- ^ y r ? —^MWt. t S> v?£l * f-^r IgG J: 5ELISA «fc 9 ^ <7 

* pI^ffiIL-6^^#:^^i-5iT:#:^^^i-5^'l' 7*V V — & X ? 
y ^- ^y^tfto #l#C> M£;«f§: $ fi/c/^-f •/ y K — * n — V 
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